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Figure S1. Melting curves of DCAF1 WDR domain. DCAF1 WDR domain showed amenability 

to differential scanning fluorimetry at two tested concentrations (A) 0.1 mg/mL and (B) 0.4 

mg/mL. Both concentrations showed a transition with melting temperatures Tm of 53.7 °C and 

52.0 °C, respectively.  

 

Figure S2. Orthogonal confirmation by ITC. The binding interaction between DCAF1 and original 

hit compound (Enamine, Z1391232269) was confirmed with an estimated KD of 9 µM. Experiment 

was performed in singlet.  
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Figure S3. Analysis of co-crystal structure of DCAF1 WDR domain in complex with two 

enantiomers. Co-crystal structure showed the hit compound with R-configuration (in green) 

bound to DCAF1 with suboptimal geometry around the central amide function (neither trans nor 

cis configuration). Molecular modeling refinements showed the alternate enantiomer (S-

configuration in orange) is a better fit of the co-crystal structure, while exhibiting optimal internal 

conformation.    
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Figure S4. Zoomed-in view of compound 3d binding site in chain A of DCAF1-3d. The protein 

residues in the vicinity of the compound are shown as sticks in light grey, the water molecule is 

depicted as a red sphere and the measured 2Fo-Fc electron density map is shown as grey mesh, 

contoured at 1.0σ level. The electron density omit map (Fo-Fc) shown as green mesh contoured at 

3σ level corresponds to compound 3d (shown as yellow sticks). 
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Figure S5. Zoomed-in view of the compound 26e binding site in chain A of DCAF1-26e. The 

protein residues in the binding site are shown as cyan sticks, water molecules are rendered as red 

spheres and the measured 2Fo-Fc electron density map is shown as grey mesh, contoured at 1.0σ 

level. The electron density omit map (Fo-Fc) shown as green mesh contoured at 3σ level 

corresponds to the 26e compound (shown as magenta sticks). 

 

 

Figure S6. No target engagement observed for full length DCAF1. Neither 3d nor 26e were able 

to thermally stabilize full length DCAF1 at 40 µM. Results shown as average ± SD (n=3).  

 

 

 

Table S1. Concentration-dependent stabilization of DCAF1 WD domain by compound 26e   

Compound 26e (µM) ΔTm (℃) 

100 7.4 ± 0.5 

50 6.9 ± 0.4 

25 5.8 ± 0.3 

12.5 3.3 ± 0.1 

6.25 1.6 ± 0.1 

3.125 0.8 ± 0.3 

 

 

  

40 45 50 55 60

0

50

100

Temperature (C)

N
o

rm
a
li
e
d

 H
iB

iT
 s

ig
n

a
l 
%

/r
e

la
ti

v
e

 t
o

 4
0
C DMSO-FL

3d-FL

26e-FL



S7 

 

 

1.  Report: Enantiomeric Excess of Compounds 3c (407) & 3d (406) (Lotus Separations) 
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2. 1H NMR Spectra for tested compounds 

1H NMR Spectrum for compound 3a (DMSO-d6, 500 MHz) 

 

1H NMR Spectra for compound 3b (DMSO-d6, 500 MHz) 
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1H NMR Spectra for compound 3c (DMSO-d6, 500 MHz) 

 

1H NMR Spectra for compound 3d (DMSO-d6, 500 MHz) 
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1H NMR Spectra for compound 5a (MeOH-d4, 500 MHz) 

 

1H NMR Spectra for compound 5b (DMSO-d6, 500 MHz) 
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1H NMR Spectra for compound 5c (DMSO-d6, 500 MHz) 

 

1H NMR Spectra for compound 5d (DMSO-d6, 500 MHz) 
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1H NMR Spectra for compound 14a (DMSO-d6, 500 MHz) 

 

1H NMR Spectra for compound 14b (DMSO-d6, 500 MHz) 
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1H NMR Spectra for compound 14c (DMSO-d6, 500 MHz) 

 

1H NMR Spectra for compound 14d (DMSO-d6, 500 MHz) 
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1H NMR Spectra for compound 14e (DMSO-d6, 500 MHz) 

 

1H NMR Spectra for compound 14f (DMSO-d6, 500 MHz) 
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1H NMR Spectra for compound 14g (DMSO-d6, 500 MHz) 

 

1H NMR Spectra for compound 14h (DMSO-d6, 500 MHz) 
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1H NMR Spectra for compound 14i (DMSO-d6, 500 MHz) 

 

1H NMR Spectra for compound 14j (DMSO-d6, 500 MHz) 
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1H NMR Spectra for compound 15a (DMSO-d6, 500 MHz) 

 

1H NMR Spectra for compound 15b (DMSO-d6, 500 MHz) 
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1H NMR Spectra for compound 15c (DMSO-d6, 500 MHz) 

 

1H NMR Spectra for compound 15d (DMSO-d6, 500 MHz) 
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1H NMR Spectra for compound 15e (DMSO-d6, 500 MHz) 

 

1H NMR Spectra for compound 15f (DMSO-d6, 500 MHz) 
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1H NMR Spectra for compound 15g (DMSO-d6, 500 MHz) 

 

1H NMR Spectra for compound 15h (DMSO-d6, 500 MHz) 
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1H NMR Spectra for compound 15i (DMSO-d6, 500 MHz) 

 

1H NMR Spectra for compound 15j (DMSO-d6, 500 MHz) 
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1H NMR Spectra for compound 26a (DMSO-d6, 500 MHz) 

 

1H NMR Spectra for compound 26b (DMSO-d6, 500 MHz) 
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1H NMR Spectra for compound 26c (DMSO-d6, 500 MHz) 

 

1H NMR Spectra for compound 26d (DMSO-d6, 500 MHz) 
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1H NMR Spectra for compound 26e (DMSO-d6, 500 MHz) 

 

13C NMR Spectra for compound 26e (DMSO-d6, 176 MHz) 
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3.  LCMS Spectra for tested compounds 

LCMS Spectra for compound 3a 

 

 



S28 

 

LCMS Spectra for compound 3b 
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LCMS Spectra for compound 3c 
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LCMS Spectra for compound 3d 
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LCMS Spectra for compound 5a 
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LCMS Spectra for compound 5b 
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LCMS Spectra for compound 5c 
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LCMS Spectra for compound 5d 
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LCMS Spectra for compound 14a 
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LCMS Spectra for compound 14b  
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LCMS Spectra for compound 14c  
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LCMS Spectra for compound 14d  
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LCMS Spectra for compound 14e  
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LCMS Spectra for compound 14f 

 

 



S41 

 

LCMS Spectra for compound 14g 
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LCMS Spectra for compound 14h 
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LCMS Spectra for compound 14i 
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LCMS Spectra for compound 14j 
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LCMS Spectra for compound 15a 
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LCMS Spectra for compound 15b 
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LCMS Spectra for compound 15c 
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LCMS Spectra for compound 15d 
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LCMS Spectra for compound 15e 
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LCMS Spectra for compound 15f 
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LCMS Spectra for compound 15g 
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LCMS Spectra for compound 15h 
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LCMS Spectra for compound 15i 
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LCMS Spectra for compound 15j 
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LCMS Spectra for compound 26a 
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LCMS Spectra for compound 26b 
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LCMS Spectra for compound 26c 
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LCMS Spectra for compound 26d 
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LCMS Spectra for compound 26e 

 

 


